LAWYERS' AND MERCHANTS' TRANSLATIOWBUREAU, INC. 

Legal, Financial, Scientific, Technical and Patent Translations 

11 BROADWAY Jfcz 3 Q 

NEW YORK, NY 10004 ^ p^p> 




Certificate of Accuracy 



STATE OF NEW YORK ) 
COUNTY OF NEW YORK \ " 



TRANSLATION 

From German into English 

German Patent Application 
No. 198 21 060.4 



On this day personally appeared before me 
who, after being duly sworn, deposes and states: Elisabeth A. Lucas 

That he is a translator of the German and English languages by profession and 
as such connected with the LAWYERS' & MERCHANTS' TRANSLATION 
BUREAU; 

That he is thoroughly conversant with these languages; 

That he has carefully made the attached translation from the original document 
written in the German language; and 

That the attached translation is a true and correct English version of such original, 
to the best of his knowledge and belief. 



SUBSCRIBED AND SWORN TO BEFORE ME 
THIS 

8£p 1 8 

Susan Tapley 
Notary Public, State of New YorR 
No. 01TA4999804 
Qualified in Queens County 
Certificate filed in New York County 

and Kings County 
Commission Expires July 27, 




19 FEDERAL REPUBLIC 
OF GERMANY 

[crest] 

GERMAN PATENT 
AND TRADEMARK 
OFFICE 



12 



10 



21 
22 
43 



Offenlegungsschrift 
DE 198 21 060 A 1 



51 IntCl. 6 : 



File reference 
Date of filing 
Date laid open 



198 21 060.4 
11. 5.98 
15.4.99 



C 07 K 16/00 

A 61 K 48/00 
C 07 K 14/435 
A 61 K 38/17 
C12N 15/11 
C 07 H 21/04 
C 12 N 15/63 
C 12 N 1/00 
C 12N5/10 
C 12 P 21/08 
C 12 N 5/12 
A 61 K 39/395 



//C12Q 1/68,G01N 33/577 



68 


Internal priority: 


72 Inventor: 




197 41 929.1 23.09.97 


Kroczek, Richard, Prof. Dr., 13353 Berlin, DE 


71 


Applicant: 






Federal Republic of Germany, ultimately 






represented by the Director of the Robert Koch 






Institut, 13353 Berlin, DE 




74 


Representative: 






Dr. Volker Vossius, Corinna Vossius, Tilman 






Vossius, Dr. Holger Adam, Dr. Martin Grund, 






81679 Munich 





The following details have been taken from the documents submitted by the Applicant 



54 Costimulating polypeptide of T cells, monoclonal antibodies, and the preparation and use thereof 



57 The invention relates to a polypeptide (8F4 molecule) 
having the biological activity of costimulating T cells. 
The invention further relates to monoclonal antibodies 
against the 8F4 molecule and hybridoma cells which 
produce the monoclonal antibodies. The invention 
additionally relates to the use of substances which 
inhibit the biological activity of the polypeptide 8F4 
according to the invention, in particular monoclonal 
antibodies, natural or synthetic ligands, agonists or 
antagonists, as pharmaceuticals, in particular for the 
prevention or therapy of disorders in which the immune 
system is involved. The invention additionally relates to 
the use of the 8F4 molecule or of cells which contain 
the 8F4 molecule as pharmaceuticals, in particular for 
the prevention or therapy of disorders in which the 
immune system is involved. The invention further 
relates to the use of substances which specifically 
recognize the polypeptide according to the invention, in 
particular monoclonal antibodies, natural or synthetic 
ligands, agonists or antagonists, for the diagnosis of 
disorders in which the immune system is involved. 



Description 

The invention relates to a polypeptide (8F4 
molecule) having the biological activity of costimulating T 
cells. The invention further relates to monoclonal 
antibodies against the 8F4 molecule and hybridoma cells 
which produce the monoclonal antibodies. The invention 
additionally relates to the use of substances which inhibit 
the biological activity of the polypeptide 8F4 according to 
the invention, in particular monoclonal antibodies, natural 
or synthetic ligands, agonists or antagonists, as 
pharmaceuticals. In particular, the invention relates to the 
use of these substances for the prevention or therapy of 
disorders in which the immune system is involved, in 
particular for the treatment of autoimmune diseases and for 
the prevention of rejection reactions with organ 
transplants. The invention additionally relates to the use 
of the 8F4 molecule or of cells which contain the 8F4 
molecule as pharmaceuticals, in particular for the 
prevention or therapy of disorders in which the immune 
system is involved, in particular for the treatment of 
cancers, Aids, asthmatic disorders or chronic viral diseases 
such as HCV or HBV infections. The invention further relates 
to the use of substances which specifically recognize the 
polypeptide according to the invention, in particular 
monoclonal antibodies, natural or synthetic ligands, 
agonists or antagonists, for the diagnosis of disorders in 



which the immune system is involved. In particular, the 
invention relates to diagnosis by means of an ELISA 
detection, a flow cytometry or a Western blot, a 
radioimmunological detection, a nephelometry or a 
histochemical staining . 

T lymphocytes recognize their antigen, which is 
presented by "antigen-presenting cells", for example 
dendritic cells, B cells and .macrophages, through their T- 
cell receptor. Recognition of the antigen by the T-cell 
receptor alone is, however, in most cases insufficient for 
adequate activation of T lymphocytes. The latter makes 
additional simultaneous stimulation (also called 
"costimulation" hereinafter) by other receptor molecules on 
the surface of the T lymphocytes necessary. One of these 
receptor molecules is the so-called CD28 receptor which is 
stimulated by the costimulating molecule B7 . If these 
"costimulatory" molecules, for example CD28, are effective, 
then the activation of the T cell reaches an adequate level 
after recognition of the antigen by the T-cell receptor. 
After such a complete activation, the T cell expresses 
additional molecules, for example CD25, CD69, CD71, on the 
surface and synthesizes numerous cytokines, for example IL-2 
and IFN-y, which function as messengers. Both these 
additional surface molecules and the cytokines serve for the 
T cell to exchange information with other cells in the 
immune system. The activated T cells direct the entire 
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antigen- specif ic immune defenses through the additional 
surface molecules and the cytokines. Both the generation of 
cytotoxic cells ("killer cells") and the generation of 
antigen-specific antibodies by B cells is controlled in this 
way. Cytotoxic cells, as well as the specifically formed 
antibodies, eliminate viral or bacterial pathogens which 
enter the body. In some cases, however, the immune response 
goes too far, and the immune system is directed against the 
body's own cells. This leads to the occurrence of 
"autoimmune diseases", for example to rheumatoid arthritis, 
ankylosing spondylitis, Sjogren's syndrome, ulcerative 
colitis inter alia. One of the essential sites of 
cooperation between antigen-activated T cells and other 
cells of the immune system are the secondary lymphatic 
organs, including the tonsils. This is where the T 
lymphocytes are activated by the antigen presented by 
dendritic cells, and this is where T lymphocytes interact 
with B cells. Through this interaction, B cells secrete, 
after several intermediate stages of differentiation, 
antigen-specific antibodies of the IgM and IgG types. 

The costimulatory molecule which has been 
characterized best and is among the most effective to date 
is the CD28 surface molecule (called CD28 receptor or CD28 
hereinafter) which is constitutively expressed on a large 
fraction of T cells. Cost imulat ion by CD2 8 in vitro leads, 
after recognition of the antigen by the T-cell receptor, to 



a very large increase in cytokine secretion, for example of 
IL-2 and IFN-y, and to a marked up-regulation of the 
expression of cell surface molecules such as CD25, CD69 # 
CD71, which are necessary for interaction of T cells with 
other immune cells, for example B lymphocytes; cf. Chambers 
and Allison, Current Opinion in Immunology 9 (1997), 3 96- 
404. Costimulation via the CD28 receptor can also markedly 
increase the proliferation of T lymphocytes. 

In addition, costimulation via the CD28 receptor 
optimizes the T-cell control of B-lymphocyte function so 
that there is increased secretion of antibodies. If the 
function of the CD28 receptor is abolished, there is a 
drastic loss of function in the immune defenses. This has 
been shown by means of a transgenic mouse in which the CD28 
gene was destroyed by homologous recombination (a so-called 
"CD2 8 knock-out") . The destruction in this way of activation 
of the antigen-specific T cells leads to lack of 
costimulation. This in turn leads to a disturbance of T-cell 
function, that is to say to a reduced proliferation of T 
cells and to a drastically reduced synthesis of various 
cytokines. The lack of costimulation eventually leads to a 
reduced function of the antigen-specific immune defenses. 
Thus, inter alia, the formation of antigen-specific IgGl and 
IgG2 antibodies by B lymphocytes is reduced to 10% of the 
normal level through the lack of CD2 8; cf. Shahinian et al . , 
Science 262 (1993), 609-612; Lucas et al . Journal of 



Immunology 154 (1995), 5757-5768. It is also possible in 
vitro to prevent the Aids virus entering T lymphocytes by 
costimulation by CD28; cf. Riley et al . , Journal of 
Immunology 158 (1997), 5545-5553. Corresponding experiments 
in vivo have not yet been carried out. It is known that CD28 
switches on many cytokine genes which may lead to 
considerable side effects in vivo. Blockade of CD28 
receptors by a soluble CTLA-4 immunoglobulin molecule has 
been employed successfully in a monkey model to prevent the 
rejection of transplanted kidneys. In this case, CTLA-4 had 
been employed in combination with an antibody against the 
CD40 ligand molecule; cf. Kirk et al . , Proc . Natl. Acad. 
Sci. USA 94 (1997) 8789-8794. However, blockade of CD28 
receptors affects all T lymphocytes and not just those 
already activated because CD28 is constitutively expressed 
on T lymphocytes. 

There is thus a need for a costimulating surface 
molecule which is expressed only on activated T lymphocytes. 
The invention is therefore based on the object of providing 
a surface molecule on activated T cells which has a strong 
costimulatory effect on central functions of T lymphocytes. 
Another object of the invention is to provide substances, 
for example monoclonal antibodies against the costimulatory 
surface molecule, natural or synthetic ligands, agonists or 
antagonists of the surface molecule. 



In a first embodiment, the invention relates to a 
polypeptide having the biological activity of costimulation 
of T cells, characterized' in that a) the polypeptide occurs 
on activated CD4 + and CD8 + T lymphocytes but not on resting 
or activated B cells, granulocytes, monocytes, NK cells 

(natural killer cells) or dendritic cells, and b) the 
polypeptide is a dimer, the polypeptide having a molecular 
weight of about 55 to 60 kDa (kilodalton) determined in a 
non- reducing sodium dodecyl sulphate polyacryl amide gel 
electrophoresis (SDS-PAGE) , and the two polypeptide chains 
of the polypeptide having a molecular weight of about 2 7 kDa 
and about 29 kDa measured in a reducing SDS-PAGE. 

The polypeptide according to the invention (also 
called 8F4 molecule or 8F4 hereinafter) is expressed only 
after activation of the T lymphocytes, specifically both on 
CD4 + and on CD8 + T cells. In a non-reducing SDS-PAGE, the 8F4 
molecule has a molecular weight between about 55 and 60 kDa 

(kilodalton) . The 8F4 molecule is composed of two peptide 
chains, and the two peptide chains have a molecular weight 
of about 27 and about 29 kDa in a reducing SDS-PAGE. The 8F4 
antigen can be unambiguously detected histologically on 
activated T lymphocytes in the lymphatic tissue of the 
tonsils and lymph nodes, especially in the germinal centers, 
the site of interaction of T lymphocytes and B lymphocytes 
in the generation of antibodies. Tonsillar T cells isolated 
ex vivo are about 50-80% positive for the 8F4 antigen and 
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show signs of advanced activation. The 8F4 molecule is not 
detectable on resting or activated B cells, granulocytes, 
monocytes, NK cells and dendritic cells. 

An important biological activity of the 8F4 molecule 
is its costimulating activity on T lymphocytes. The 
costimulating activity can be determined by the method of 
Linsley et al . , Journal of Experimental Medicine 176 (1992), 
1595-604. The costimulating activity of the 8F4 molecule 
resembles the costimulating activity of the CD28 molecule, 
which has been identified as the central enhancement element 
of antigen recognition by the immune system. The 8F4 
molecule differs in many aspects from CD28, however. Thus, 
expression of the 8F4 molecule on the surface of the T cells 
requires induction, whereas CD28 is constitutively 
expressed. There are also distinct differences detectable in 
the function: costimulat ion by CD28 leads to overexpression 
of numerous' lymphokines, inter alia of interleukin-2 (IL-2) . 
Costimulation by 8F4 also leads to enhanced secretion of 
lymphokines, but not of IL-2. The costimulatory activity of 
the 8F4 molecule thus differs from the activity of the CD28 
molecule. Since stimulation by 8F4 does not switch on all 
cytokine genes, costimulation by 8F4 in vivo is 
advantageous, for example compared with costimulation via 
the CD28 receptor. Moreover, the induction, the expression, 
the site of expression and the function of the 8F4 molecule 
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differ from all other known molecules with costimulatory 
activity. 

The 8F4 molecule according to the invention is a 
novel surface molecule on activated T cells which has a 
strong costimulatory effect on central functions of T 
lymphocytes. Expression in vivo indicates inter alia an 
essential involvement of the 8F4 molecule in the cooperation 
of T cells with other cells of the immune system such as B 
cells or dendritic cells within the humoral and cellular 
immune defenses against viruses and bacteria. 

After expression, the 8F4 molecule has in vitro a 
strong costimulatory effect on various functions of T 
lymphocytes : 

1. Marked enhancement of the proliferation of T 
lymphocytes . 

2 . Marked enhancement of the synthesis of certain 
cytokines by T lymphocytes. 

3. Greatly increased expression of control molecules, for 
example surface molecules and cytokines, on and in T 
lymphocytes . 

4. Marked improvement in T-cell-induced antibody formation 
(IgM and IgG) by B cells. 

The present invention furthermore provides a 
polypeptide having the biological activity of costimulation 
of T cells and having an amino acid sequence which shows at 
least 40% homology with the sequence comprising 199 amino 



acids in Fig. 15 (SEQ ID N0:2), or a biologically active 
fragment or an analogue thereof. A biologically active 
fragment or analogue is a fragment or analogue which 
likewise shows a costimulatory effect on T-cell lymphocytes 
or at least displays a biological effect of the nature of a 
blockage. Preference is given to a polypeptide or a 
biologically active fragment or analogue thereof which shows 
at least 60% homology with the sequence comprising 199 amino 
acids in Fig. 15 (SEQ ID NO: 2). In a particularly preferred 
embodiment, the polypeptide according to the invention 
comprises an amino acid sequence which shows at least 80% 
homology with the sequence comprising 199 amino acids in 
Fig. 15 (SEQ ID NO:2), or a biologically active fragment or 
analogue thereof . 

A particularly preferred polypeptide has the 
biological activity of costimulation of T cells and 
comprises an amino acid sequence as shown in Fig. 15 (SEQ ID 
NO: 2), or a biologically active fragment or an analogue 
thereof . 

The invention includes allelic variants, fragments 
and analogues of the 8F4 molecule. These variants include 
naturally occurring allelic variants, substitution analogues 
in which one or more amino acids have been substituted by 
different amino acids, substitution analogues in which one 
or more amino acids have been substituted by different amino 
acids, deletion analogues in which one or more amino acids 




have been deleted and addition analogues in which one or 
more amino acids have been added. Deletion and addition of 
one or more amino acids may be done either at an internal 
region of the polypeptide or at the amino or carboxyl 
terminus . 

Polypeptides according to the invention fused to 
heterologous polypeptides are likewise embraced. 

In another embodiment, the invention relates to DNA 
sequences which encode a polypeptide according to the 
invention or a biologically active fragment or analogue 
thereof . 

These DNA sequences include the sequence shown in 
SEQ ID N0:1 (Fig. 16) as well as allelic variants, 
fragments, and analogues having biological activity. 

A preferred DNA sequence encodes a polypeptide 
having the biological activity of costimulation of T cells, 
the sequence being selected from the group consisting of: 

a) the DNA sequence shown in SEQ ID N0:1 (Fig. 16) and its 
complementary strand 

b) DNA sequence hybridizing with the sequences in (a) and 

c) DNA sequences which, because of the degeneracy of the 
genetic code, hybridize with the sequences in (a) and (b) . 
The aforementioned DNA sequences preferably hybridize 
together under stringent conditions. 
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Also provided are vectors which comprise these DNA 
sequences, and host cells which are transformed or 
transfected with these vectors. 

In another embodiment, the invention relates to 
monoclonal antibodies against the 8F4 molecule. The 
monoclonal antibodies according to the invention can be 
prepared in a conventional way by the method described by 
Milstein and Kohler, Nature 256 (1975), 495-497. In 
particular, the monoclonal antibodies according to the 
invention can be prepared by immunizing mice with T cells 
which have been activated in vitro with phorbol myristate 
acetate (PMA) and ionomycin ("2-signal system 11 ) for 24 h. 
The spleen cells of the immunized mice are fused with 
myeloma cells. 8F4 -specific monoclonal antibodies are 
identified by their recognition of 2 -signal- activated but 
not resting T lymphocytes. Moreover 8F4 -specific antibodies 
do not stain T cells stimulated with one signal (either PMA 
or ionomycin) in a detection method carried out in a 
conventional way. 8F4- specific antibodies produce a typical 
staining pattern of tonsillar T cells and recognize an 
antigen of about 55 to 60 kDa in a non-reducing SDS-PAGE and 
of about 2 7 kDa and about 2 9 kDa in a reducing SDS-PAGE on 
activated T lymphocytes. 

In another embodiment, the invention relates to 
hybridoma cells which produce the monoclonal antibodies 
according to the invention. 
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In another embodiment, the invention relates to the 
use of substances which inhibit the biological activity of 
the polypeptide 8F4 according to the invention as 
pharmaceuticals. The use of the monoclonal antibodies 
according to the invention, natural or synthetic ligands, 
agonists or antagonists of the 8F4 molecule is particularly 
preferred. These substances can be used as pharmaceuticals 
for the prevention or therapy of disorders in which the 
immune system is involved, in particular for the treatment 
or autoimmune diseases or for prevention of rejection 
reactions in organ transplants. Blockade of the interaction 
of the 8F4 antigen with its receptor improves, for example, 
the prevention of organ rejection because such a blockade 
affects only previously activated T lymphocytes. Another 
embodiment of the invention relates to the use of the 
polypeptide according to the invention as pharmaceutical. 
The polypeptide according to the invention can be used in 
particular for the prevention or therapy of disorders in 
which the immune system is involved, in particular for the 
treatment of cancers, AIDS, asthmatic disorders or chronic 
viral diseases such as HCV or HBV infections. 

The polypeptide according to the invention can 
likewise be introduced into cells in a conventional way so 
that these cells for example constitutively express the 
polypeptide. For example, the nucleic acid sequence encoding 
the polypeptide or a vector comprising the nucleic acid 
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sequencing encoding the polypeptide, for example the cDNA or 
genomic DNA, promoters, enhancers and other elements 
required for expression of the nucleic acid sequence can be 
inserted into a cell. The 8F4 cDNA (2641 nucleotides) 
depicted in Fig. 16 (SEQ ID N0:1) or fragments or 
derivatives thereof, is preferably employed for expression 
of the polypeptide according to the invention or fragments 
thereof . 

The polypeptide according to the invention can also 
be introduced for example by means of liposomes into cells 
which then form the polypeptide on their cell surface. These 
cells can be used as pharmaceuticals according to the 
invention, in particular for restoring correct regulation of 
the human immune system, as occurs within the framework of 
numerous chronic infectious diseases, for example within the 
framework of AIDS, asthmatic disorders or in chronic viral 
hepatitis (for example HCV, HBV) , or for stimulating the 
immune system in vitro or in vivo such as, for example, be 
used for the therapy of cancers . 

In another embodiment, substances which specifically 
recognize the polypeptide according to the invention are 
used for diagnosing disorders in which the immune system is 
involved, the substances embracing in particular a 
monoclonal antibody, natural or synthetic ligands, agonists 
or antagonists. It is possible to use for the diagnosis for 
example an ELISA detection, flow cytometry, Western blot, 




radioimmunoassay, nephelometry or a histochemical staining. 
The substances which recognize the polypeptide according to 
the invention also comprise nucleic acid sequences, the 
latter preferably being employed for hybridization and/or 
nucleic acid (RNA, DNA) amplification (for example PCR) . 

In another embodiment, the polypeptide according to 
the invention or fragments thereof is expressed by a 
transgenic animal. 

In another embodiment, the invention embraces a 
transgenic animal in which the gene which codes for the 
polypeptide according to the invention has been switched off 
("knock-out") . 

The figures serve to illustrate the invention: 

Fig. 1 shows the result of an immunoprecipitation of 
the 8F4 antigen from activated human T cells. (a) Sodium 
dodecyl sulphate polyacrylamide gel electrophoresis (SDS- 
PAGE; 12% polyacrylamide gel (PAA gel)) reducing, (b) SDS- 
PAGE (10% PAA gel) non-reducing. The conditions for elution 
of the antigen from the 8F4 matrix are indicated. "SDS" 
means sodium dodecyl sulphate; "DTT" means dithiothreitol , 
"Mr" means molecular weight and "kDa" means kilodalton. 

Fig. 2a shows the result of a flow cytometry after 
induction of the 8F4 antigen on CD4 + T cells. The activation 
time for the T cells is indicated in parentheses. "PMA" 
means phorbol myristate acetate; "PHA" means 

phytohaemagglutinin; "OKT3" is a monoclonal antibody against 
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CD3; " MLR" means mixed lymphocyte reaction; "mAK 9.3" is a 
monoclonal antibody against CD28; "SEB" means staphylococcal 
enterotoxin B. 

Fig. 2b shows the result for the kinetics of 
induction of the 8F4 antigen on CD4 + T cells after activation 
with PMA and ionomycin in a flow cytometry. The 
immunofluorescence (log) is plotted against the cell count. 

Fig. 3 shows the result of a flow cytometry for 
identifying molecules which are involved in the induction of 
8F4 in the mixed lymphocyte reaction. "bio" means 
biotinylated antibody. 

Fig. 4 shows the result of a histochemical 
investigation for localization of 8F4-positive cells in the 
tonsil . 

Fig. 5 shows the result of an expression analysis of 
8F4 on T and B cells from human tonsils in a flow cytometry. 
"bioPE" means biotinylated antibody and streptavidin- 
phycoerythrin secondary reagent . 

Fig. 6 shows the coexpression of the 8F4 molecule 
with other activation markers (CD69, CD45) in a flow 
cytometry. 

Fig. 7 shows diagrammatically the enhanced 
expression of activation molecules on T lymphocytes after 
costimulation by 8F4 . Open circles (O) represent 8F4 
antibodies; triangles (♦) represent nonspecific antibodies 



of the same isotype; filled circles (•) represent anti-CD28 
antibodies -9 . 3 . 

Fig. 8 shows a diagrammatic comparison of the 
costimulating effect of 8F4 with the costimulating effect of 
CD28. "mAk" means monoclonal antibodies; "ATAC" means 
"activation induced T-cell-derived and chemokine-related" ; 
"cpm" means radioactive disintegrations per minute. 

Fig. 9 shows diagrammatically the enhancement of the 
synthesis of the antibodies of the IgM and IgG types by B 
cells after costimulation of T cells. n ng n means nanogram; 
"ml" means milliliter; "mAk" means monoclonal antibody. 

Fig. 10 shows diagrammatically the prevention of the 
activation- induced apoptosis of peripheral T cells after 
costimulation by 8F4 . 

Fig. 11 shows expression of the 8F4 antigen on the 
M0LT-4V cell line. MOLT- 4 V cells were stained with a 
f luorescein-labeled 8F4 antibody (8F4-FITC) and investigated 
in flow cytometry (unfilled line, comparing with an isotype 
control (filled line) ) . 

Fig. 12 shows the two-dimensional gel 
electrophoresis. A MOLT-4V cell lysate from 300xl0 6 cells was 
immunoprecipitated as described. The eluate was fractionated 
on a non-reducing SDS-PAGE (10% PAA) , and the region around 
60 kDa was cut out of the gel. To reduce the disulphide 
bridges in the 8F4 molecule, the piece of gel was incubated 
in 5.3 M urea, 0.5 M Tris, pH 8 . 0 , 1% SDS, 1% &- 
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mercaptoethanol at 50 °C for 1 h, and the free cysteine 
residues in the molecule were alkylated with 10 mM 
iodoacetamide (Sigma, Deisenhofen) (37°C, 30 min) . The piece 
of gel was equilibrated in lxSDS-PAGE sample buffer for a 
further 30 min and mounted on a 12% PAA-SDS gel (with 
stacking gel) . After fractionation by electrophoresis, the 
gel underwent silver staining. The location of the 8F4 
protein was determined by surface iodination (cf. Fig. 1) 
and is marked by a circle. (All the procedures not described 
in detail were carried out by standard methods, see, for 
example, Westermeier, R. , Electrophoresis in Practice, VCH 
Verlagsgesellschaf t , Weinheim, 1997) . 

Fig. 13 shows a hybridization with Oligo 1 (SEQ ID 
N0:3). Lambda clones immobilized on nitrocellulose filters 
were hybridized with Oligo 1 as described in the examples. 
Exposure on an X-ray film is depicted (detail) . 

Fig. 14 shows a Northern blot analysis with the 
8F4 cDNA. Hybridization of a Northern blot with the 8F4 cDNA 
produces a band which migrates in the gel between the 18S 
and 28S RNA. Fig. 14A shows the behavior as 2-signal- 
dependent (see above) activation antigen: no expression in 
resting lymphoid cells (PBL) , strong expression in 
PMA+ionomycin-activated CD4 + T cells and distinctly reduced 
expression with PMA or ionomycin alone. Fig. 14B shows the 
strength of mRNA expression after different stimulation 
times (T cells (purified via nylon wool adherence, NTC) , 




stimulated with PMA+ionomycin) . Besides this the MOLT-4 cell 
lines (ATCC CRL-1582) which shows only minimal expression, 
and on the far right the MOLT- 4 V which was used for the 
cloning and which shows a distinct signal. Also loaded is 
the RNA from other cell lines on which no 8F4 expression was 
detectable in the analysis by flow cytometry: CEM (ATCC 
CCL-119), HUT-102 (ATCC TIB-162), HUT-78 (ATCC TIB-161) , 
Jurkat (ATCC TIB- 152) , DG75 (Deutsche Sammlung von 
Mikroorganismen und Zellkulturen (DSMZ) ACC83) , Karpas 299 
(Fischer, P. et al . (1988), Blood, 72:234-240), DEL (Barbey, 
S. et al. (1990), Int. J. Cancer, 45:546-553). 

Fig. 15 shows the amino acid sequence of the 
polypeptide 8F4 (SEQ ID NO: 2) . 

Fig. 16 shows the 8F4 cDNA (SEQ ID NO:l). 

The following examples illustrate the invention and 
are not to be understood restrict ively. 

Example 1: Generation of the 8F4 antibody 

Balb/c mice were immunized with human T cells which 
had previously been activated for 24 h with 33 ng/ml of the 
phorbol ester phorbol myristate acetate (PMA) (Sigma, 
Deisenhofen) and with 2 00 ng/ml of the Ca 2+ ionophore 
ionomycin (Sigma, Deisenhofen) (so-called "2-signal 
activation" ) , After boosting three times, the spleen cells 
of the mice were fused with the myeloma P3X63Ag8.653 (ATCC 
No. CRL-1580) , and ant ibody- secret ing hybridomas were 
generated by standard methods; cf. Peters and Baumgarten, 
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Monoclonal Antibodies, Springer, Heidelberg, 1992. The 
resulting antibodies were screened for activated versus 
resting T cells in flow cytometry. Activated ("2 -signal 
activation") and resting T cells were incubated with the 
hybridoma supernatant and then labeled with a fluorescence- 
labeled secondary antibody; cf. Shapiro, Practical Flow 
Cytometry, Wiley-Liss, New York, 1995. Only the antibodies 
which recognize molecules which were induced exclusively by 
PMA and the Ca 2+ ionophore ionomycin on the T-cell surface, 
but not by one of the agents alone ("2-signal molecules"), 
were selected for further purification. The resulting 
antibodies were investigated in flow cytometry for 
similarity to or difference from known antibodies against 
activation molecules (cf. Table 1) on T cells. The criteria 
for this were, besides the above-mentioned "2-signal 
dependence", the kinetics of induction on stimulated T cells 
and the expression on various cell lines. 

Example 2: Immunoprecipitation of the 8F4 antigen 

Surface molecules from activated human T cells were 
iodinated with 125 I by standard methods and 
immunoprecipitated with the antibody 8F4 by standard 
methods; cf. Goding, Monoclonal Antibodies: Principle and 
Practice, Academic Press, London, 1996. The antibody for the 
immunoprecipitation was coupled by the method of Schneider 
et al., Journal of Biological Chemistry 257 (1982), 10766- 
10769, to protein G (Pharmacia, Freiburg) (8F4 matrix) . The 



matrix was washed as described by Schneider et al . , see 

above. The immunoprecipitated 8F4 molecule was analyzed for 

its molecular mass in an SDS-PAGE (non- reduced and reduced) 
in a conventional way; Goding, see above. 

Example 3 : Flow cytometry 

The 8F4 -carrying T cells were analyzed in flow 
cytometry by standard methods; cf. Shapiro, Practical Flow 
Cytometry, Wiley-Liss, New York, 1995. 

Exemplary embodiment 3.1: Flow cytometry after induction of 
the 8F4 antigen on CD4 + T cells. 

CD4 + T cells from peripheral blood were stimulated 
with various agents in a conventional way, and investigated 
for expression of the 8F4 molecule in flow cytometry by a 
conventional method. The activation time for the T cells was 
between 24 hours and 144 hours with the various agents. 
Modes of activation: phorbol myristate acetate (PMA; 33 
ng/ml) , ionomycin (2 00 ng/ml) , phytohaemagglutinin (PHA 
1.5 mg/ml) , OKT3 (monoclonal antibody against CD3) , mixed 
lymphocyte reaction (MLR, between 50,000 CD4 + T cells and 
100,000 B cells), mAk 9.3 (monoclonal antibody against 
CD28) , staphylococcal enterotoxin B (SEB, 0.1 ng/ml). 
Analysis revealed that various stimuli are suitable for 
inducing the 8F4 molecule on T cells, but the expression 
density differs. The most potent stimuli, besides the highly 
active pharmacological agents PMA and ionomycin, are those 



which represent a costimulatory situation such as, for 
example, accessory cells in the MLR or the costimulating mAk 
9.3. 

Exemplary embodiment 3.2: Kinetics of induction of the 8F4 
antigen on CD4 + T cells after activation with PMA and 
ionomycin. 

CD4 + T cells from peripheral blood were stimulated 
with PMA (33 ng/ml) and ionomycin (2 0 0 ng/ml) in a 
conventional way and investigated after 0, 4, 8, 12, 24 and 
48 hours for expression of the 8F4 molecule by flow 
cytometry in a conventional way. The molecule is detectable 
on the surface after only four hours, and thus belongs to 
the class of relatively early activation antigens. There is 
still good expression of the antigen even after 48 hours. 

Exemplary embodiment 3.3: Flow cytometry to identify 
molecules which are involved in the induction of 8F4 in the 
"mixed lymphocyte reaction" . 

50,000 CD4 + T cells from peripheral blood were 
cocultivated with 100,000 allogeneic tonsillar B cells for 
6 days (37°C, 5.2% C0 2 , 200 jxl of RPMI 1640 with 10% FCS in 
96-well round-bottom plates) and then investigated for 
expression of the 8F4 molecule in flow cytometry. At the 
start of cultivation, various antibodies (anti-CD80, anti- 
CD86, anti-MHCII; all 10 mg/ml) were added to the culture in 
order to examine the dependence of 8F4 induction on these 



molecules. Expression of 8F4 can be blocked only by blockade 
of the CD86/CD28 interaction, but not by blockade of CD80. 
The blockade effect in this case is even stronger than the 
blockade of MHCII (positive control) . 

Exemplary embodiment 3.4: Expression of 8F4 on T and B cells 
from human tonsils. 

B cells and T cells from tonsillar tissue from various 
sources were purified in a conventional way and investigated 
by flow cytometry for expression of the 8F4 molecule. 
Whereas the signal was not unambiguously significant on B 
cells, there was expression of the 8F4 molecule in varying 
density by about 50-80% of tonsillar T cells. It is possible 
in this case to identify two populations differing in the 
level of fluorescence (8F4 high and low, respectively) , and 
differing in expression on the various tonsils. Thus, for 
example, tonsils shows a pronounced 8F4 low population and 
other tonsils shows a pronounced 8F4 high population. 

Exemplary embodiment 3.5: Coexpression of the 8F4 molecule 
with other activation markers. 

T cells purified from human tonsils were analyzed in 
2 -colour flow cytometry for coexpression of the 8F4 molecule 
with other activation markers. In tonsils, 8F4 is 
coexpressed with CD69 as well as with variants of the CD45 
molecule. In this case, the 8F4 high cells are unambiguously 
correlated with a CD45R0 expression, while the 8F4 -negative 
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cells carry the phenotype CD45RA. CD45RA is mainly expressed 
by so-called "naive" T cells, whereas CD45RO is associated 
with an effector cell function. The 8F4 + cells are thus 
mainly "mature" T cells. CD45RO and CD45RA are isoforms of 
CD45. 

Example 4: Localization of 8F4 -positive cells in the tonsil 

Tonsillar tissue in frozen sections was stained with 
the 8F4 antibody in the APAAP technique (alkaline 
phosphatase-anti-alkaline phosphatase) by standard methods. 
8F4 + cells were found preferentially in the germinal center 
of the tonsils, but also in part in the T-cell zone of the 
tonsils . 

Example 5: Costimulation of T lymphocytes 

96-well plates were coated with a goat anti-mouse Ig 
antibody (2 0 /xg/ml) , washed, and loaded with the anti-CD3 
monoclonal antibody OKT3 (various dilutions of an ascites) 
and the 8F4 antibody according to the invention (2 /xg/ml) . 
The 0KM1 antibody or the 2A11 antibody (both 2 /zg/ml) were 
used as isotype control. 

Exemplary embodiment 5.1: Enhanced expression of activation 
molecules on T lymphocytes after costimulation by 8F4 . 

Purified CD4 + T cells from peripheral blood were 
activated with various concentrations of the monoclonal 
antibody 0KT3 and, at the same time, costimulated with the 
8F4 antibody or a nonspecific antibody of the same isotype. 



As comparison, costimulation was carried out with the anti- 
CD28 antibody-9 . 3 , one of the strongest known costimulatory 
antibodies. Even with optimal stimulation by CD3 , a 
costimulatory effect is still to be seen both with the mAk 
8F4 and with the mAk 9.3. In the suboptimal 0KT3 region, 
that is to say the region in which complete T-cell 
activation cannot be achieved without costimulation, both 
antibodies are able to increase the expression of other 
activation antigens by a factor of 4 to 100, and the effect 
of the anti-CD28 antibody is still visible even at very high 
OKT3 dilutions. This is attributable to the fact that with 
very weak OKT3 stimulation the 8F4 antigen is no longer 
brought to the cell surface and thus cannot be crosslinked 
by the mAk 8F4 either. 

Exemplary embodiment 5.2: Comparison of the costimulating 
effect of 8F4 with the costimulating effect of CD28. 

Purified CD8 + T cells were stimulated with a 
suboptimal concentration of the monoclonal antibody OKT3 for 
51 h. The costimulators employed were antibody 8F4, antibody 
9.3 (anti-CD28) and isotype controls (2 /xg/ml each) . After 
completion" of the stimulation time, the T-cell proliferation 
rate was determined by 3 H- thymidine incorporation. In 
parallel cultures, the supernatant was removed and the 
concentration of the cytokines ATAC/lymphotactin and IL-2 
was determined. 8F4 and CD28 differ greatly from one another 
in relation to IL-2 synthesis. CD28 costimulation leads, as 
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also described in the prior art (Chambers and Allison, 
Current Opinion in Immunology 9 (1997) , 396-404) , to very- 
extensive IL-2 secretion. By contrast, IL-2 production with 
8F4 is below the detection limit. However, proliferation is 
comparable in the two mixtures, and thus the autocrine 
growth of the T cells must be attributed to other factors on 
costimulation of 8F4 . The two antibodies also differ 
scarcely at all in the costimulatory effect in relation to 
secretion of the lymphokine ATAC. 

Example 6: Determination of the immunoglobulins synthesized 
by B cells after interaction with 8F4-costimulated T cells 

96-well plates were coated with a goat anti-mouse Ig 
antibody (20 /xg/ml) , and loaded with the anti-CD3 monoclonal 
antibody OKT 3 (1:500 to 1:80,000 ascites) and the 8F4 
antibody according to the invention (2 /zg/ml) . The OKM1 
antibody or the 2A11 antibody was used as isotype control. 
In some experiments, a costimulation was carried out with a 
CD28-specif ic antibody ("9.3") for comparison; cf. Hara et 
al . , Journal of Experimental Medicine 161 (1985), 1513-1524. 
50,000 purified (Magnetobeads , Dynal, Hamburg) CD4 + T cells 
(>95% purity) from peripheral blood and 25,000 allogenic 
tonsillar B cells (negative selection by T-cell rosetting 
with sheep erythrocytes, 96% purity) were pipetted into each 
well of the culture plates pretreated in this way, and 
cocultivated for 8 days. After this period, the supernatant 
was removed and analyzed for the concentration of secrete 



immunoglobulins of the IgM and IgG types in an ELISA in a 
conventional way; cf. Nishioka and Lipsky, Journal of 
Immunology 153 (1994), 1027-1036. 

Exemplary embodiment 6.1: Enhancement of the synthesis of 
antibodies of the IgM and IgG types by the B cells after 
costimulation of T cells. 

Purified CD4 + T cells from peripheral blood were 
cocultivated with allogeneic B cells from tonsils for 8 days 
in a conventional way. With suboptimal stimulation of the T 
cells with the OKT3 antibody, the costimulation of the T 
cells by 8F4 enhances the secretion of IgM and IgG 
immunoglobulins by a factor of 40. 

Example 7: Prevention of the activation- induced apoptosis of 
peripheral T cells after costimulation by 8F4. 

Peripheral T cells (purified by nylon wool adherence 
in a conventional way), were stimulated with PHA (1.5 mg/ml) 
for 20 h and cultivated with IL-2 for 6 days. The cells were 
then restimulated by 0KT3 with and without costimulation by 
mAk 8F4 (2 jug/ml) . The apoptosis was determined by staining 
the DNA with propidium iodide in flow cytometry (FACS) . With 
suboptimal stimulation via the T-cell receptor complex, 
costimulation by 8F4 can reduce the proportion of apoptotic 
cells by a factor of 4. 



Example 8 : Cloning of the cDNA coding for the 8F4 protein 

A cell line (M0LT-4V) which expresses the 8F4 
antigen constitutively was identified in flow cytometry by 
staining with a fluorescent dye-coupled 8F4 antibody (Fig. 
11) . The MOLT- 4 V line is a variant of the human T-cell line 
MOLT-4 (American Type Culture Collection (ATCC) CRL-1582) . 

This cell line was used for preparative purification 
of the 8F4 antigen with the aid of the monoclonal antibody: 

The cells were cultivated on a large scale (150 1) in roller 
culture bottles and removed by centrif ugation, and the 
cellular proteins were extracted using a lysis buffer (50 mM 
Tris, pH 8.0, 150 mM NaCl, 1 mM EDTA, 1 mM PMSF (Sigma, 
Deisenhofen) , 1% NP-4 0 (Boehringer, Mannheim) ) . Cell nuclei 
and other insoluble constituents were removed by 
ultracentrif ugation. The cell lysate obtained in this way 
was preincubated with Sepharose CL4-B (Pharmacia, Freiburg) 
for 2 h in order to remove proteins which bind 
nonspecif ically to Sepharose. Incubation then took place 
with the 8F4 immunoaf f inity matrix described in Example 2 
above (4 h at 4°C) . The matrix was packed into a column and 
then washed several times under conditions with which there 
is exclusive removal of nonspecif ically binding proteins 
(1.50 mM Tris, pH 8.0, 300 mM NaCl, 1 mM EDTA, 1 mM PMSF, 
0.5% NP-40; 2.50 mM Tris, pH 8.0, 150 mM NaCl, 1 mM EDTA, 
1 mM PMSF, 0.5% NP-40, 0.1% SDS ; 3. 0.2 M glycine pH 4.0, 




0.5% CHAPS (Merck, Darmstadt)). The 8F4 antigen was eluted 
from the matrix with 0.2 M glycine, pH 2.5, 0.5% CHAPS. The 
eluate was concentrated by ultrafiltration (Amicon Centricon 
10, Millipore, Eschborn) . 

In order to achieve further purification of the 8F4 
molecule, the dimeric structure of the molecule (see Fig. 1) 
was utilized in a two-dimensional gel electrophoresis 
(nonreducing/reducing) : since most proteins occur as 
monomer, they migrate on a diagonal in gel electrophoresis, 
whereas the 8F4 molecule migrates at 55-60 kDa in the 1st 
dimension (nonreducing) and at 27 and 2 9 kDa (Fig. 12) in 
the 2nd dimension (reducing) . 

For preparative fractionation, the 

immunoprecipitates from in each case 20xl0 9 cells were 
prepared as described above for Fig. 12 and fractionated in 
two-dimensional gel electrophoresis, the gel was stained 
with Coomassie blue G250 (Biorad, Munich) and the areas 
indicated in Fig. 12 were separately cut out of the gel 
(8F4-27 kDa and 8F4-29 kDa respectively) . 

For peptide microsequencing, the proteins from in 
each case 4 pieces of gel were digested with trypsin and 
eluted from the gel. The tryptic fragments were fractionated 
by HPLC and individual fractions were subjected to Edman 
degradation (method described in detail in Groettrup, M. et 
al. (1996), Eur. J. Immunol., 26:863-869). 




Sequencing of the 8F4-29 kDa sample revealed, besides 
fragments of known proteins, a peptide sequence XRLTDVT for 
which no human correlate was found in any of the protein 
databases. 

Unambiguous translation back of a protein sequence 
into a DNA sequence is not possible. Thus, translation of 
the above peptide sequence back into an oligonucleotide with 
17 nucleotides results in 2048 permutations. However, a 
specific method (Wozney, J.M. (1990), Methods Enzymol . 
182:738-751) makes it possible to screen a cDNA bank with 
degenate oligonucleotides. On the basis of the peptide 
sequence found, 2 oligonucleotides (Oligo 1 (SEQ ID NO: 3) ; 
MGN CTS ACN GAY GTN AC, 512 permutations; Oligo 2 (SEQ ID 
NO: 4) : MGN YTD ACN GAY GTN AC, 1024 permutations) were 
synthesized . 

For screening, a cDNA bank was constructed from the 
MOLT- 4 V cell line also used for the protein purification: 

Complete RNA was isolated by the guanidinium/CsCl method 
(Chirgwin, J.M. et al . (1979), Biochemistry 18:5294-5299), 
and mRNA was concentrated on Oligo-dT-cellulose columns 
(Gibco BRL, Eggenstein) . Synthesis of the first and second 
cDNA strands was carried out using a commercial cDNA 
synthesis system (Gibco BRL, Eggenstein) using Oligo-dT 
primers in accordance with the manufacturer's instructions. 



The cDNA was ligated via EcoRI adaptors into the Lambda 
ZAPII vector (Stratagene, Heidelberg) . 

The cDNA bank was plated out by standard methods 
(Vogeli, G. and Kaytes, P.S. (1987), Methods Enzymol . , 
152:407-515) and the Lambda DNA was immobilized on 
nitrocellulose filters (Optitran BA-S 85, Schleicher & 
Schuell, Dassel) . 

The above-mentioned oligonucleotides were 

radiolabeled using T4 polynucleotide kinase (NEBL, 
Schwalbach) and y- 32 P ATP (NEN Du Pont, Brussels) (Wallace, 
R.B. and Miyada, C.G. (1987), Methods Enzymol., 152:432- 
442) . 

Hybridization of the filters took place in a buffer 
described for degenerate oligonucleotides (Wozney, J.M. 
(1990), Methods Enzymol. 182:738-751) with 3M 
tetramethyl ammonium chloride (Roth, Karlsruhe) at 48 °C. The 
filters were washed as described in the above-mentioned 
reference, the washing temperature being 50 °C. Exposure of 
these filters on an X-ray film revealed about 50 positive 
clones per 100,000 plated phages (Fig. 13). 

6 clones were further characterized by transferring 
them by in vivo excision, using the method described by the 
manufacturer of the vector (Stratagene, Heidelberg) , into a 
plasmid vector, and partially sequencing with T3 and T7 
primers (BigDye Terminator Cycle Sequencing Kit, Applied 



Biosystems, Foster City, USA) . One of the clones contained a 
sequence which on translation provided exactly the peptide 
sequence which was sought. This clone was used for 
hybridization of a Northern blot (Fig. 14) (Kroczek, R.A. 
(1993), J. Chromatogr., 618, 133-145). The expression 
pattern of the mRNA corresponded exactly to the expression 
of the 8F4 molecule as was known from investigations on the 
monoclonal antibody by flow cytometry. Since the clone which 
was found contained only the 3 1 end of the cDNA sought, a 
fragment on the 5 ' side was used to isolate the complete 8F4 
cDNA. Several clones were sequenced on both strands. 

The 8F4 cDNA (2641 nucleotides) is depicted in Fig. 
16 and in the sequence listing under SEQ ID N0:1, and codes 
for a protein having 199 amino acids (Nucleotides 68-664) , 
depicted in Fig. 15 and in the sequence listing under SEQ ID 
NO: 2. Sequencing of several independent clones from the cDNA 
bank showed some deviations from the sequence shown here, 
but these are all in the 3 ' -untranslated region: 

Pos . 909-910 :deletion 

Pos. 1631:T->C 

Pos. 2074 :G->T 

Pos. 2440:G->C 

Pos. 2633: alternative polyadenylation site 



Table 1: 

Table 1 summarizes the antibodies used (clone) , their source 
of origin (source) , the specificity for their particular 
antigen (specificity) and, where appropriate, their labeling 
(label) . 



Speci- 
ficity 


Label 


Isotype 


Clone 


Source 


CD 3 


Cy- Chrome 


IgGl 


UCHT1 


Pharmingen , Hamburg 


CD 3 




IgG2a 


0KT3 


ATCC CRL-8001 


CDllb 




IgG2b 


0KM1 


ATCC CRL-8 02 6 


CD25 


FITC 


IgG2a 


B1.49. 9 


Immunotech, Hamburg 


CD2 8 




IgG2a 


9.3 


Immunex Corp., Seattle 


CD45RA 


Cy- Chrome 


IgG2b 


HI100 


Pharmingen , Hamburg 


CD45R0 


FITC 


IgG2a 


UCHL1 


Immunotech, Hamburg 


CD69 


FITC 


IgGl 


FN5 0 


Pharmingen, Hamburg 


CD80 




IgGl 


L307.4 


Bee ton Dickinson, Heidelberg 


CD86 


- 


IgG2b 


IT2 .2 


Pharmingen, Hamburg 


CD154 


FITC 


IgGl 


TRAP-1 


Hybridoma 1 


MHCII 




IgG2a 


L243 


ATCC HB-55 


8F4 




IgGl 


8F4 


Hybridoma 1 


8F4 


Biotin 


IgGl 


8F4 


Hybridoma 1 


Isotype 
IgGl 




IgGl 


2A11 


Hybridoma 1,2 


Isotype 
IgGl 


FITC 


IgGl 


2 All 


Hybridoma 1,2 


Isotype 


Biotin 


IgGl 


ASA-1 


Hybridoma 1 





• 
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IgGl 











The hybridoma cell line was generated in a conventional 
way, and the antibody was purified and labeled where 
appropriate . 

Directed against a synthetic peptide 



The antisera and secondary reagents used in the 
examples were purchased from: goat ant i -mouse Ig, FITC 
conjugated, from Jackson Immuno Research Lab., USA; 
Streptavidin, PE-conjugated, from Jackson Immuno Research 
Lab. , USA; rabbit anti-mouse Ig fraction, from Sigma, 
Deisenhof en. 



(1) GENERAL INFORMATION: 
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SEQUENCE LISTING 



(i) APPLICANT: 
(A) NAME: 



(B) STREET: 

(C) CITY: 

(D) STATE OR 
PROVINCE : 

(E) COUNTRY: 

(F) POSTAL CODE: 



Federal Republic of Germany, ultimately- 
represented by the Director of the Robert - 
Koch-Institut 
Nordufer 2 0 
Berlin 

Berlin 

Germany 

13353 



(ii) TITLE OF INVENTION: Costimulating polypeptide of T cells, 
monoclonal antibodies, and the preparation and use thereof 



(iii) NUMBER OF SEQUENCES: 4 



( i v ) COMPUTER - READABLE FORM : 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFTWARE: Patentln Release #1.0, Version #1.30 (EPO) 
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(v) CURRENT APPLICATION DATA: 
APPLICATION NUMBER: 

(2) INFORMATION FOR SEQ ID NO : 1: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 2 641 base pairs 

(B) TYPE: Nucleotides 

(C) STRANDEDNESS : Double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 1: 

CGAGAGCCTG AATTCACTGT CAGCTTTGAA CACTGAACGC GAGGACTGTT AACTGTTTCT 60 

GGCAAACATG AAGTCAGGCC TCTGGTATTT CTTTCTCTTC TGCTTGCGCA TTAAAGTTTT 120 

AACAGGAGAA ATCAATGGTT CTGCCAATTA TGAGATGTTT ATATTTCACA ACGGAGGTGT 180 

ACAAATTTTA TGCAAATATC CTGACATTGT CCAGCAATTT AAAATGCAGT TGCTGAAAGG 240 

GGGGCAAATA CTCTGCGATC TCACTAAGAC AAAAGGAAGT GGAAACACAG TGTCCATTAA 300 

GAGTCTGAAA TTCTGCCATT CTCAGTTATC CAACAACAGT GTCTCTTTTT TTCTATACAA 360 

CTTGGACGAT TCTCATGCCA ACTATTACTT CTGCAACCTA TCAATTTTTG ATCCTCCTCC 420 

TTTTAAAGTA ACTCTTACAG GAGGATATTT GCATATTTAT GAATCACAAC TTTGTTGCCA 480 

GCTGAAGTTC TGGTTACCCA TAGGATGTGC AGCCTTTGTT GTAGTCTGCA TTTTGGGATG 540 

CATACTTATT TGTTGGCTTA CAAAAAAGAA GTATTCATCC AGTGTGCACG ACCCTAACGG 600 
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TGAATACATG TTCATGAGAG CAGTGAACAC AGCCAAAAAA TCTAGACTCA CAGATGTGAC 660 

CCTATAATAT GGAACTCTGG CACCCAGGCA TGAAGCACGT TGGCCAGTTT TCCTCAACTT 720 

GAAGTGCAAG ATTCTCTTAT TTCCGGGACC ACGGAGAGTC TGACTTAACT ACATACATCT 780 

TCTGCTGGTG TTTTGTTCAA TCTGGAAGAA TGACTGTATC AGTCAATGGG GATTTTAACA 840 

GACTGCCTTG GTACTGCCGA GTCCTCTCAA AACAAACACC CTCTTGCAAC CAGCTTTGGA 900 

GAAAGCCCAG CTCCTGTGTG CTCACTGGGA GTGGAATCCC TGTCTCCACA TCTGCTCCTA 960 

GCAGTGCATC AGCCAGTAAA ACAAACACAT TTACAAGAAA AATGTTTTAA AGATGCCAGG 1020 

GGTACTGAAT CTGCAAAGCA AATGAGCAGC CAAGGACCAG CATCTGTCCG CATTTCACTA 1080 

TCATACTACC TCTTCTTTCT GTAGGGATGA GAATTCCTCT TTTAATCAGT CAAGGGAGAT 1140 

GCTTCAAAGC TGGAGCTATT TTATTTCTGA GATGTTGATG TGAACTGTAC ATTAGTACAT 1200 

ACTCAGTACT CTCCTTCAAT TGCTGAACCC CAGTTGACCA TTTTACCAAG ACTTTAGATG 1260 

CTTTCTTGTG CCCTCAATTT TCTTTTTAAA AATACTTCTA CATGACTGCT TGACAGCCCA 1320 

ACAGCCACTC TCAATAGAGA GCTATGTCTT ACATTCTTTC CTCTGCTGCT CAATAGTTTT 1380 

ATATATCTAT GCATACATAT ATACACACAT ATGTATATAA AATTCATAAT GAATATATTT 1440 

GCCTATATTC TCCCTACAAG AATATTTTTG CTCCAGAAAG ACATGTTCTT TTCTCAAATT 1500 

CAGTTAAAAT GGTTTACTTT GTTCAAGTTA GTGGTAGGAA ACATTGCCCG GAATTGAAAG 1560 

CAAATTTATT TTATTATCCT ATTTTCTACC ATTATCTATG TTTTCATGGT GCTATTAATT 1620 

ACAAGTTTAG TTCTTTTTGT AGATCATATT AAAATTGCAA ACAAAATCAT CTTTAATGGG 1680 

CCAGCATTCT CATGGGGTAG AGCAGAATAT TCATTTAGCC TGAAAGCTGC AGTTACTATA 17 40 

GGTTGCTGTC AGACTATACC CATGGTGCCT CTGGGCTTGA CAGGTCAAAA TGGTCCCCAT 1800 

CAGCCTGGAG CAGCCCTCCA GACCTGGGTG GAATTCCAGG GTTGAGAGAC TCCCCTGAGC 18 60 

CAGAGGCCAC TAGGTATTCT TGCTCCCAGA GGCTGAAGTC ACCCTGGGAA TCACAGTGGT 1920 

CTACCTGCAT TCATAATTCC AGGATCTGTG AAGAGCACAT ATGTGTCAGG GCACAATTCC 1980 

CTCTCATAAA AACCACACAG CCTGGAAATT GGCCCTGGCC CTTCAAGATA GCCTTCTTTA 2 040 

GAATATGATT TGGCTAGAAA GATTCTTAAA TATGTGGAAT ATGATTATTC TTAGCTGGAA 2100 

TATTTTCTCT ACTTCCTGTC TGCATGCCCA AGGCTTCTGA AGCAGCCAAT GTCGATGCAA 2160 

CAACATTTGT AACTTTAGGT AAACTGGGAT TATGTTGTAG TTTAACATTT TGTAACTGTG 2220 

TGCTTATAGT TTACAAGTGA GACCCGATAT GTCATTATGC ATACTTATAT TATCTTAAGC 2280 

ATGTGTAATG CTGGATGTGT ACAGTACAGT ACTGAACTTG TAATTTGAAT CTAGTATGGT 2340 

GTTCTGTTTT CAGCTGACTT GGACAACCTG ACTGGCTTTG CACAGGTGTT CCCTGAGTTG 24 00 

TTTGCAGGTT TCTGTGTGTG GGGTGGGGTA TGGGGAGGAG AACCTTCATG GTGGCCCACC 24 60 

TGGCCTGGTT GTCCAAGCTG TGCCTCGACA CATCCTCATC CCCAGCATGG GACACCTCAA 2520 
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GATGAATAAT AATTCACAAA ATTTCTGTGA AATCAAATCC AGTTTTAAGA GGAGCCACTT 
ATCAAAGAGA TTTTAACAGT AGTAAGAAGG CAAAGAATAA ACATTTGATA TTCAGCAACT 
G 

(2) INFORMATION FOR SEQ ID NO : 2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 199 amino acids 

(B) TYPE: Amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 



Met Lys Ser Gly Leu Trp Tyr Phe Phe Leu Phe Cys Leu Arg lie Lys 
15 10 15 

Val Leu Thr Gly Glu He Asn Gly Ser Ala Asn Tyr Glu Met Phe He 
20 25 30 

Phe His Asn Gly Gly Val Gin He Leu Cys Lys Tyr Pro Asp He Val 
35 40 45 

Gin Gin Phe Lys Met Gin Leu Leu Lys Gly Gly Gin He Leu Cys Asp 
50 55 €0 

Leu Thr Lys Thr Lys Gly Ser Gly Asn Thr Val Ser He Lys Ser Leu 
65 70 75 80 

Lys Phe Cys His Ser Gin Leu Ser Asn Asn Ser Val Ser Phe Phe Leu 
85 90 95 

Tyr Asn Leu Asp His Ser His Ala Asn Tyr Tyr Phe Cys Asn Leu Ser 
100 105 110 

He Phe Asp Pro Pro Pro Phe Lys Val Thr Leu Thr Gly Gly Tyr Leu 
115 120 125 

His He Tyr Glu Ser Gin Leu Cys Cys Gin Leu Lys Phe Trp Leu Pro 
130 135 140 

He Gly Cys Ala Ala Phe Val Val Val Cys He Leu Gly Cys He Leu 
145 150 155 160 

He Cys Trp Leu Thr Lys Lys Lys Tyr Ser Ser Ser Val His Asp Pro 
165 170 175 

Asn Gly Glu Tyr Met Phe Met Arg Ala Val Asn Thr Ala Lys Lys Ser 



180 



185 



190 



Arg Leu Thr Asp Val Thr Leu 
195 
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(2) INFORMATION FOR SEQ ID NO : 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 17 base pairs 

(B) TYPE: Nucleotides 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: DNA 

(iii) HYPOTHETICAL: Yes 
(iv) ANTISENSE: NO 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 3 
MGNCTSACNG AYGTNAC 17 

(2) INFORMATION FOR SEQ ID NO : 4: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 17 base pairs 

(B) TYPE: Nucleotides 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: DNA 

(iii) HYPOTHETICAL: Yes 
(iv) ANTISENSE: NO 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 4 
MGNYTDACNG AYGTNAC 17 
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Patent claims 



1. 



A polypeptide 



a) having the biological activity of costimulation of 

T cells, 

b) which occurs on activated CD4 + and CD8 + T 
lymphocytes but not on resting or activated B cells, 
granulocytes, monocytes, NK cells or dendritic cells, and 



molecular weight of about 55 to 60 kDa determined in a 
nonreducing SDS polyacrylamide gel electrophoresis, and the 
two polypeptide chains of the polypeptide having a molecular 
weight of about 27 kDa and about 2 9 kDa measured in a 
reducing SDS polyacrylamide gel electrophoresis. 

2. A polypeptide having the biological activity of 
costimulation of T cells and having an amino acid sequence 
which shows at least 40% homology with the sequence 
comprising 199 amino acid [sic] in Fig. 15 (SEQ ID N0:2), or 
a biologically active fragment or an analogue thereof. 

3. The polypeptide having the biological activity of 
costimulation of T cells according to Claim 2 and comprising 
the amino acid sequence shown in Fig. 15 (SEQ ID NO: 2) , or a 
biologically active fragment or an analogue thereof. 

4. A DNA sequence which encodes a polypeptide according 
to any of Claims 1 to 3 or a fragment thereof. 



c) which is a dimer, the polypeptide having a 
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5. DNA sequence encoding a polypeptide having the 
biological activity of costimulation of T cells, the 
sequence being selected from the group consisting of: 

a) the DNA sequence shown in SEQ ID N0:1 (Fig. 16) 
and its complementary strand 

b) DNA sequence hybridizing with the sequences in (a) 

and 

c) DNA sequences which, because of the degeneracy of 
the genetic code, hybridize with the sequences in (a) and 
(b) . 

6. A plasmid or a viral DNA vector comprising a DNA 
sequence according to Claim 4 or 5 . 

7. A prokaryotic or eukaryotic host cell stably 
transformed or transfected with a plasmid or DNA vector 
according to Claim 6. 

8. Method for preparing a polypeptide according to any 
of Claims 1-3, comprising the cultivation of the host cell 
according to Claim 7 for expression of the polypeptide in 
the host cell. 

9. An antibody which binds the polypeptide according to 
any of Claims 1-3. 

10. An antibody according to Claim 9, which is a 
monoclonal ant ibody . 
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11. Monoclonal antibody which specifically recognizes the 
polypeptide according to any of Claims 1-3, characterized in 
that B cells of mice which are immunized with human T 
lymphocytes activated [lacuna] PMA and the Ca 2+ ionophores 
ionomycin are fused with a myeloma cell line to give an 
antibody- secreting hybridoma, and the monoclonal antibodies 
are purified in flow cytometry for 2 -signal molecule- 
activated against resting T cells. 

12. Hybridoma cell which generates the monoclonal 
antibody according to Claim 10 or 11. 

13 . Use of substances which inhibit the biological 
activity of the polypeptide according to any of Claims 1-3 
as pharmaceuticals. 

14. Use according to Claim 13, where the substances 
comprise a monoclonal antibody, natural or synthetic 
ligands, agonists or antagonists. 

15. Use of substances which inhibit the biological 
activity of the polypeptide according to any of Claims 1-3 
for the production of a pharmaceutical for the treatment of 
autoimmune diseases, for the prevention of rejection 
reactions in organ transplants and for the treatment of 
dysregulation of the immune system. 

16. Use of the polypeptide according to any of Claims 1-3 
as pharmaceutical. 



17. Use of the polypeptide according to any of Claims 1-3 
for the production of pharmaceuticals for the treatment of 
cancers, Aids, asthmatic disorders or chronic viral diseases 
such as HCV or HBV infections. 

18. Use of cells comprising the polypeptide according to 
any of Claims 1-3 as pharmaceuticals. 

19. Use of cells according to Claim 18 for the production 
of a pharmaceutical for the treatment of cancers, Aids, 
asthmatic disorders or chronic viral diseases such as HCV or 
HBV infections. 

20. Use of substances which specifically recognise the 
polypeptide according to any of Claims 1-3 for the diagnosis 
of disorders in which the immune system is involved. 

21. Use according to Claim 20, where the substances 
comprise nucleic acid (RNA, DNA) molecules. 

22. Use according to Claim 21, where a hybridization or 
nucleic acid application technique (for example PCR) is used 
for the diagnosis. 

23. Use according to Claim 20, where the substances 
comprise a monoclonal antibody, natural or synthetic 
ligands, agonists or antagonists. 

24. Use according to Claim 2 0 or 21, where an ELISA 
detection, flow cytometry, Western blot, radioimmunoassay, 




nephelometry or a histochemical staining is used for the 
diagnosis . 



Federal Republic Germany , ... 23 Sejjfcmber 1999 

PCT/DE98/02896 V29698PC BO/EL/ek 
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Abstract 



The invention relates to a polypeptide (8F4 molecule) 
having the biological activity of costimulating T cells. The 
invention further relates to monoclonal antibodies against 
the 8F4 molecule and hybridoma cells which produce the 
monoclonal antibodies. The invention additionally relates to 
the use of substances which inhibit the biological activity 
of the polypeptide 8F4 according to the invention, in 
particular monoclonal antibodies, natural or synthetic 
ligands, agonists or antagonists, as pharmaceuticals, in 
particular for the prevention or therapy of disorders in 
which the immune system is involved. The invention 
additionally relates to the use of the 8F4 molecule or of 
cells which contain the 8F4 molecule as pharmaceuticals, in 
particular for the prevention or therapy of disorders in 
which the immune system is involved. The invention further 
relates to the use of substances which specifically 
recognize the polypeptide according to the invention, in 
particular monoclonal antibodies, natural or synthetic 
ligands, agonists or antagonists, for the diagnosis of 
disorders in which the immune system is involved. 
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Q Beschrcibung £ 
«■ rrfndun- betrifft cin Polypcpdd (SF^Moldciil) nut ^^SSSSSdS S Hybridomzetlen. die die monoklo- 

n "r_^v A-#nnenihrAnuscn.dasvon Anu?"i^"__ c-l „„ n a d« An tie ens durch denT-Zell-Ke- 
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Rilev « al Journal of Immunology 158 (199 7). >oj « k erhebUchcn Nebenuirkungoi funren 

AcaiScLUSA94(l997) P^-8794. £ie h n kon$tiluti v cxpnrniect wird. . fl4nTLvmoh0 zy«n 
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derT-Lymphoryicn: 

2 3 SSf2S2S^ 0^— c und Z^ne. a, und * T- 

dcrT-ZcU-indu,^ And^r-Bi.dung (IgM und IgG) durch B-Zel.e, 

Die vorliegende Erfndung s^U W^S^-^S 

fiT-Zellen-Lymphozyten zeigi odcr zunundesi ,rai ™ ^ d ^ mindes , e ns 60% Homotogie nut to 
te I l5Sw*l oto «in biologisch ^r-SW^^SSiti^Li ciner besonders bevorrugten Audflh- 

runf storm umfaBt das «*^»^^}E5K U> NO:2) aufweist oder ein biologisch akaves Fragment oder 
199 Aminoffawn umfassenden Sequent in Fig. 1> (56^ 
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199 Aminowuren umfassenacn oc^u. o- - - - 

worden sind mi: vcrschiedenen i^Z^?SSSSi * *■» dn « ^^^STSSriSS 
ien worden sind mil veBduedenen ^„ mehrere Am inosauren hinzugefugt warden s.nd Deleuon una 
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n-K ^fe^bcrie^hdieErfindungaufDNA^^ 

de ,DNA^u«nis«a.iBSEQIDNO:ir.e-l»^;te"ta»pl«'«a'» s ''"'5 
?, dAa.S«,™L hybri tor,d .nit ^SSTdSSSla.. Cotomi. to m (.) urf 0» W-ri- 

wLhin^denbereU^ 
ren tnmsformien oder nuS*" R d - ^ mon oklonale Antikorper gegen das SF^Molekul L Die erfin- 
In riner »eiteren A***?**?^^ dcm vofl MiUlein und j^ju, Nature 256 

dungsgemaBen monoklonalen Amikorper kannen «WKJ hsbesonderekennendie erfindungsgemSBen monoklona- 
(1975). 495-497. bcschriebentn Vcrfa^nhets^li w«d^ i«d« phorbolmyristatacetat CPMA) und Iono- 

ienAnUkonxrhe^ ^ Die Milzzellen dcr — sierra 

mvcin n-Sisnal-SystenT) fur 24 h aictmen ~°™~*r£*. _ ftnftWona i c Antikorper werdcn dadurch idenufiziert, 
Ee mU Mydom^Uen iSSS^^^^ 8F4-spezinschen Andkjrper 

daft sie 2-Si-nad-aktiviertC jedoch nichl nihende Jr^T^VrXn in einem aaf ubliche Weise durchgefuhrten 
£ : nem Sfal (emweder PMA «^ *£2S*^^ ™ «- aB " ^ 

Nachweisverfahrer .nicht n »iJ^^g|?S3S! reduzicrenden SDS-PAGE und von etwa 27 kDa und 
und erkennen em Antigen yon " wa "_ 0l ;/"^ uf ^ dvicrtcn T .Lymph<ayten. , " 

M vidi des erfindungsgemaJfcnPo^^^^ Ligand cn. Agonisten cder Antagorusten des 

v dungsgemaflen monoklonalen Ant.kbrper. "«»**J^ r ;i^, endel wer den. zur Vorbeugung oder Therapie von Er- 
^ U^MoldcQls. Dicse Subscanzen kbn nen a -^S25~ von AutoimmurJcra^eiien oder zur 

,! krankungen an denen das ^^^SXS^^Z^^ Blockade der Interaktion des 8F4-Anugens nut 
Verhinderung der AbstoSungsreakuonen be, ^^^^^^^^Btod^tm^^n^T- 
seincm Rezeptor verbessert z. B . ^a^™^™*^ ^ die Verwendung des erfindungsgemaBen Po- 
Lymphozywn betriffu Eine weitere Ausfuhmngsrorm oer p 0 lypeptid. zur Vorbeugung odcr TUrapie von Er- 

rSuds alsATzneirmtteLInsbesonderskann ^^^^^Zhiiahaz von Krebserkrankungen. Aids. 
kSnkunsen an denen das Immunsysiem be«hj^ "'3? HCV "oder HBV4nfckuonen verwend* werden. 
ASthmaeWungen o^r cluomschen^ralen ^"gJJ^^n,,, eJngc fuhn werden so daB tobta 
Das erfindungsgemaBe Polypepud ktnn , bcnMl s»* udd codlerende Nukleinsauresequenz oder em 

das Polypepud Z.B. konstitut.v expntniercn. ^Ve^fcB.dlecDKAoderieiioniischeDNA.Pioino- 
SLor. umfassend die das ^P^^ benougtcn Elemente. in eine 2elle eingeschleust 

toren.Enhanecr und andere , (brdj gSS^^SK^dlj^lk ifl Fig. 16 (SEQ H> NO: I), oder Fragmente 
werden. Vorzugsweise wird die 8F4 <? 641 ^ p 0 Iyp%pdds oder Fragtnenten hiervon ctngeseut 
odcr Derivace hiervon zur Expression ^^ff^^{SSS^ in Zcllen eingcfuhn werden. die das Polypep- 
Femer kann das ^^S^J^S? MndunSSkSnnen diese Zellen als Arzneimittel vcrwendet werden 
uddanachauf ihxerZelloberfiache ^"^Jg^ J* menschlichen Immunsys.ems. wie s,e «. Rahmen 
insbesonderc zur Wiederhersiellung dcr ™*w Mthmaerkrankungen oder bei 

\ zahlreicher chronischer St zur simulauon des Immunsysiems in vitro oder in vivo, we 

?^ WSKS^^ erfindungsgenV.Bc Polypeptid spezifisch erkennen. 

• l„ einer weiteren X>™™*#^ 

zur Diagnose von Erkrankungen, an J "5^™^gS3»5iStai. Agonisien oder Antagonisten umfassen. Zur 

gemiflc Polypepud kodien. ausgeschaltet worden ,sc (&o*«« >• ^ 

^ Die Abbildungen dienen der W»«Ma^EArfjJ--^^^ humanen ( , Natnum- 

Fig. 1 zeigt das Ergebnis ^J^J^JS?^^ (PAA-Gel)) reduzierend. fr) SDS- 

ts dodecylsulfat-Polyacrylanvdseleletaoph^^^^^ deS AM ^ nI von der gF4-Ma- 

PAGE (10% PAA-Gel) n.cht ^"^^Z^Dmo^ol "Mr" bedeutetMolekulargewicht und "kDa 
trix."SDS"b«deuteiISatnumdodecylsuiiai. °«» 
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montat. N«* ddkttcf horaiKto *" to ""°°^ J .'r. l jfe. » md te (lurch UmtoismS ™ C S™ 
warden mic OBjolwie in den Betfpwwn dm 

I . Beispitl l: Generiecung des $F4-Antikorpers 

Phorbolmyristatacmt (^^^^^^St^l^ drcimaligem Booster* ^*»*«2l5J 
senhofen) aktWieri worden sind ^«™»« CRL-1580) fusioniect und Andk8rpeM«eriueren* £ybn 

lenderMau SC n«idemMyclomP3X63 AfJ ^f^ C ^ r ^ Monoclonal Antibodies. Springer. K^feej. 
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BeispTel 2: ImmunprSzipitation des 8F4-Andgens 

- « mir 1JS I nach Standardineihoden iodinieit und nut 

nk rf5chenmo idc«il e von akuviert^ humane T-ZeUen ^"^^ Motional Antibodies: Principle and 



15 stehend. 

Beispiel 3: DurchfluBzyiometne 



0CI>pi^» * 
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dem criphe.n Blue wunJcn mic PMA (33 «M> ^^^^Jg^SS 
d 4 e 8 "SSSl S^undcn auf die Expression ^ SW^^S^, ^ also *uc 

^derrelauvfruhenAkuveru . ^^^ w|| ^^.d«W*--v«ilP»i.d« 

AusBtoJS*^" 1 3 * & P Iessl0 ° v °" 8 " ** ... .. 

k - ^,ntta=lloivniidei>atfl»licteWei«ga«i™?y»'l.»' 

deuns signiMtam ~ar. e»pnimen«n ^"^"^m, ^ter Buoceszenl (8F4- lush biw.- lo» .. 
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hW-enCI^OmiteinerEffektorzdl^^ /\ 
ven" T-Zcllcn "V* m «?'? oUn ££?Z » CD45RO und CD45RA sind Isoformen von^S. f\ 

' ' BrispieUrLokalisationvooSFA-positivenZeHeninderTonsine $ 

Beispiel 5: Ko-Stimularion von T-Lymphozyten 

1 112/mU venvendct. ■ , . 

Ausftthrungsbeispiel 5.1 . versiarKw d urch 8F4 

Gereini.cc CD^T-ZeUen aus den, P^n 
AiSSS? <«3 akUvicn und .sleichzeiug mu de^ einem *M*ta» 

hS« ko-sdmulieit. Als Vergleich , wurde d,e £^^^3^ Sumulation ttber CD3 i« sowohl «ml dem 
tSSntenko-stirnuhiorischfin Anukbiper. durc»«B(^MW» suboptim al e n OKT3-Ber«ch, d.h. 

SSSESi* mit mAk 9.3 noch ein ^^^^SSSmT^ werfen kam, kannen beide Anu- 
Bereich in dem ohne Ko-Stimulauon kerne voile T-^Jl^J^JJ , 00 sw ig C m. wobei die Wirkung des anlj- 

vom mAk 8F4 kreurvemetzt v/erden kann. 

. • ~ w^;m,i M Konzentraiion dcs inonokloaakn AntiWkpers 
Gereinigte CDT-T-Zdhn warden fiir 51 h nm emer •SJP^gSjESJSSSoM) ^ ta^y|*»n«to»dW- 
rtvxi ..Tmalicrt Als Ko-Stimulaioren wurden Anukorper an. ... \. der T-Zetlen durch 3 H-Thymi- 
SSSS&K^ AW* d « ^*fK^ derZyrokine ATAC/Lym- 

SKuts^ In Parallelkulmren ^^SjJSSSS £b IF* und CD28 sehr 
ohotaciin und IL-2 bestimmi. Beruglich der ^: 2 -^"\™^ eben Chambers und Allison. Current Opin on in ta- 
cSTc-Siirnulation fuhn. wie auch im ^^^^^w^i^ die ^ St" 

9 .We,P,a n en^de„ m Ue^^^^ 

ExpTrimemen wurde zum Vcrgle ch e.ne K^Sam to ™ l f„ die s0 vorb ehandeUen KuUurplaae n wur- 

vgf Han « al„ Journal of *P^^ "2?£JS HambuS CW'-T-Zellen (>95% Reinheit) aus dem penpheren 
din pro well 50 000 gereini^e (M *J**"£2E^^ mU Schafserythrocyjn 96% 

Blui und 25 000 allogene tonsiUaie ^" e t £ g Xh S Zeitdauer wurde der Oberstand emnommen und wf die 
IcinheiO piperciert und fur 8 ^g**^^?. JSJsSp im ELISA auf Ubliche Weise analyse: vgl. Ni* 
Konzentradon sezernierter ImmunglobuUne vom ig* w . ^ 
tiokaandLipsky.Jou m alofImmunolo S yl53(l994),1027 
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B.Upi.1 «: KJ=»i«n»« to fix to SF«>o«i» «»«* 

Aus der Sequenzierung def 8^9^ banlcen K^iai im humanen B . er f. ie J ^i^Jl SieRUck- 

•snilTDVT ectunden. fur die in sJimthchen JWte imb» DNA . Sequcn2 ist ni c ht mbglich. So eigibt die kuck 

r:;ir Ha< Scree nins wurde cine cu^n jaon^ lC . 
Su5ngert sequenziert. 
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Pos. 909-910: Deletion Pos. 1631: T->C 
Pos.2074:G->T 

Ik. 26»: Si^arive Polyadenylicrungssulle 

Tabelle 1 



CD3 
CD3 
CDllb 
CD 25 



CD28 



Cy-Chrome 



FTTC 



IgGl 
feG2a 
~feG2b 
fgG2a 
#32a 



UCHT1 
OKI3 

oii 

BL495 
9J 



HDOO 



Jfcanniiigen, Hamburg 
ATCC CRL-8001 
ATCCCR L-802r 
Tmmim otecfa. Hamburg 

onnufifix Corp., Seattle 



>hannmgen, Hamburg 
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0SEQUENZPROTOKOLL £ 

(1) J^LSBMBIME ANGABEN: 

(i) ANMELDER^ . B undesrepublik Deutschland, letztvertreten 

' JSttwlctor des Robert-Kocb-Institut S 

(C) OPT: Beriin 
D) BUNDESLAND: ^"J 1 *,. * 

E LAND: ^SS^ 
(FJ poSTLEXTZAHL: 13353 

cDTTNmTiNG- Ko-stimulierendes Polypeptid von T- 
(U) BEZEICBNUNG DER «^2S. e difSrstellung und derea Verwendung 
Zellen, monoklonale Antikorper sowie «. 

(iii) ANZAHL DER SEflUENZEN: 4 

(iv) COMPUTER-LESBARE FAS SUNG: 

(A) DATENTRAEGER: Floppy disk 
m COMPUTER: IBM PC compatible 

ffi S^EBSSYSTEM: t g-DOS^OS ^ ^ 

(DJ SOFTWARE: Patentln Release wx. / 

(V) DAT EN DER JETZIGER ANMELDUNG: 
ANMELDENUMMER: 

12) ANGABEN ZU SEQ ID NO: 1: 

fB) AKT: Nucleotide 

(C) STRAtreFOBH: Doppelstrang 

(D) TOPOLOGIE: linear 
(ii) ART DES MOUOTEM: cDKfl 

(lt i| SEaOEKZBESCHREIBimS: SEQ ID HO. 1> 
C^CCTG AATTCACTGT =»CTGAACGC GAGGACXGTT »»«* 

GGCRM C« G ^TC^OCC TCTGGTATTT CTTTCTCTTC MM 
^ AXCAAXGGTT CTGCCAAXTA TGAGATGTTT *TA™=^ ACGGAGGTGT 
^CAAAXTTTA TGCAAAXATC CIGACATTGT CCAGCAATW AAAAXGCAGT TGCTGAAAGG 
GGGGCAAATA CTCTGCGATC TCACTAAGAC AAAAGGAAGT GGAAACACAG TGTCCAXTAA 
GAGTCTGAAA TTCTGCCAXT CXCAGTTATC CAMAACAGT GTCXCTXTTT TTCXASACAA 
eraGaMCAI TCICATGCCA ACEATTACTT CTGCAACCTA TCAAXTXTTG ATCCTCCTCC 
IXTTAAAGTA ACTCTTACAG GAG6ATATTT GCAXAXITAI GAATCACAAC HI^OCCA 
OC^TC MGTTACCCA TAGGKTGTGC AGCCmGTT GTAGTCTGCA rTTTGGGAXG 
' CATACTTATT TGTTGGCTTA CAARAAAGAA GTATTCATCC AGTGTGCACG ACCCTAACGG 
TGAATACAIG TTCATGAGAG CAGTGAACAC AGCCAAAAAA TCtAGACTCA CASATGXGAC 
, CCTAXAATAT GGAACTCTGG CACCCAGGCA TGAAGCACGT TGGCCAGTTX TCCTCAACTT 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
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O^GTGCAAG AXTCTCTTAT TT AgACC ACGGAGAGTC TGACTTAACT AC#CATCT 
TCTGCTGGTG TTTTGTTCAA TCTGGAAGAA TGACTGTATC AGTCAATGGG GAXTTTAACA 
GACTGCCTTG GTACTGCCGA GTCCTCTCAA AACAAACACC CTCTTGCAAC CAGCTTTGGA 
S^CCAG CTCCTGTGTG CTCACTGGGA GTGGAATCCC TGTCTCCACA TCTGCTCCIA 
GCAGTGCATC AGCCAGTAAA ACAAACACAT TTACAAGAAA AATGTTTTAA AGATGCCAGG 
GGXACTGAAT CTGCAAAGCA AATGAGCAC-C CAAGGACCAG CATCTGTCCG CATTTCACTA 
TCAIACTACC TCTTCTTTCT GTAGGGATGA GAATTCCTCT TTTAATCAGT CAAGGGAGAT 
GCTTCAAAGC TGGAGCTATT TTATTTCTGA GATGTIGATG TGAACTGTAC ATTAGTACAT 
ACTCAGTACT CTCCTTCAAT TGCTGAACCC CAGTTGACCA TTTTACCAAG ACTTTAGATG 
CTTTCTTGTG CCCTCAATTT TCTTTTTAAA AATACTTCTA CATGACTGCT TGACAGCCCA 
ACAGCCACTC TCAATAGAGA GCTATGTCTT ACATTCTTTC CTCTGCTGCT CAATAGTTTT 
ATATATCTAT GCATACATAX ATACACACAT ATGTATAIAA AATTCATAAT GAATATATTT 
GCCTATATTC TCCCTACAAG AATATTTTTG CTCCAGAAAG ACATGTTCTT TTCTCAAATT 
CAGTXAAAAT GGTTTACTTT GTTCAAGTTA GTGGTAGGAA ACATTGCCXG GAATTGAAAG 
CAAATTTATT KATTASCCT AXTTTCTACC ATTATCTATG TTTTGATGGT GCTATTAATT 
ACAAGTTTAG TTCTTTTTGT AGATCATATT AAAA2TGCAA ACAAAATCAT CTTTAATGGG 
CCAGCATXCT CATGGGGTAG AGCAGAATAT TCATTTAGCC TGAAAGCTGC AGTTACTATA 
GGTTGCTGTC AGACTATACC CATGGTGCCT CTGGGCTTGA CAGGTCAAAA TGGTCCCCAT 
CAGCCTGGAG CAGCCCTCCA GACCTGGGTG GAATTCCAGG GTTGAGAGAC TCCCCTGAGC 
CAGAGGCCAC TAGGTATTCT TGCTCCCAGA GGCTGAAGTC ACCCTGGGAA TCACAGTGGT 
CTACCTGCAT TCAXAATTCC AGGATCTGTG AAGAGCACAT ATGTGTCAGG GCACAATTCC 
CTCTCATAAA AACCACACAG CCTGGAAATT GGCCCTGGCC CTTCAAGATA GCCTTCTTTA 
GAAXATGATT TGGCTAGAAA GAITCTTAAA TATGTGGAAT ATGATTATTC TTAGCTGGAA 
TATTTTCTCT ACTTCCTGTC IGCATGCCCA AGGCTTCTGA AGCAGCCAAT GTCGATGCAA 
CAACATTTGT AACTTTAGGT AAACTGGGAX TATGTTGTAG TTTAACATTT TGTAACTGTG 
TGCTTAIAGT TtACAAGTGA GACCCGATAT GTCATTATGC ATACTTAIAT TATCTTAAGC 
ATGTGTAAIG CTGGATGTGT ACAGTACAC-T ACTGAACTTG TAATTTGAAT CTAGTATGGT 
CTTCTGTTTT CAGCTGACTT GGACAACCTG ACTGGCTTTG CACAGGTGTT CCCTGAGTTG 
TTTGCAGGTT TCTGTGTGTG GGGTGGGGTA TGGGGAGGAG AACCTTCATG GTGGCCCACC 
TGGCCTGGTT GTCCAAGCTG TGCCTCGACA CATCCTCATC CCCAGCATGG GACACCTCAA 
GATGAAIAAT AATTCACAAA ATTTCTGTGA AAXCAAATCC AGTTTTAAGA GGAGCCACTT 
ATCAAAGAGA TTTTAACAGT AGXAAGAAGG CAAAGAATAA ACAXTTGAXA TTCAGCAACT 
G 
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(2) ANGABEN ZU SEQ ID NO: 2* ^ 

111 SEQUEMZKENNZEICHEN: , ^ 

(A) LANGE: 199 Amiaosauren | 

(B) ART: Asiinosaure 
(D) TOBOLOGIE: linear 

(ii) ART DBS MOLEKUELS: Protein 
(xi) SEflUENZBESCHREIBUNG: SEQ ID NO: 2: 

Met Lys ser Gly Leu Trp Tyr Phe Phe Leu Phe Cys Leu Ar* lie Lys 
1 5 

, _ .„.-,„ As n Tyr Glu Met Phe lie 

Val Leu Thr Gly Glu He Asn Gly Ser Ala Asn y ^ 

20 * 3 
Phe Hi. «ly ^ -1 Gin lie Leu Cys Lys Tyr Pro Asp XX. Val 

Glu Gin L Lys Met a. Leu Leu Lys « Gly «. Xle Leu Cys Asp 

Leu 1 Lys Tkx Lys Gly ser Gly Asn Thr WL Ser He Lys S.r Leu 

"s Phe cys Hi. ser Gin Leu ser Asn Asn Ser Val S.r Ph. Ph. Leu 

8 5 

Tyr Asn Leu «p Bis s.r Hi. Ala Asn Tyr Tyr Ph. Cys to. Leu Ser 

* 100 105 

U. Ph. Asp P» Pro Pro Ph. Lys Val Thr Leu Thr Gly sly Tyr Leu 

115 

His lie Tyr Glu Ser Gin Leu cys Cys Gin Leu Lys Phe Trp L.u Pro 

130 133 
lie Gly cys Ala Ala Phe Val Val Val cys lie Leu Gly Cys Xle Leu 

111 cys Trp Leu Thr Lys Lys Lys Tyr ser Ser ser val His Asp Pro 

X65 

Asn Gly Glu Tyr Ke* Phe M* AT, Ma Val Asn Thr Ala Lys Lys ser 
50 180 183 



Arg Leu Thr Asp Val Thr Leu 
195. 



(2) ANGABEN ZU SEQ ID NO: 3: 

fi) SEQUENZKENKZEICHEN : 

(A) LANGE: 17 Ba&enpaare 
60 (B) ART: Nucleotide 

(C) STRANGFOPM: Einzelstrang 

(D) TOPOLOGIE: .linear 
(ii) ART DES MOLEKOELS: DNA 

« (iii) HYPOTHETISCH: Ja 

(iv) ANTI SENSE: NEIN 

(xi) SEQUENZBESCHKEIBUNG; SEQ' ID NO: 3: 

12 
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(2) ANGABEN ZU SEQ ID NO: 4: 



(ii SEQITENZKENNZEICEEN: 

(A) LRNGE: 17 Basenpaare 

(B) ART: Nucleotide 

(C) STRANGFOPM: Einzelstrang 

(D) TOPOLOGIEr linear 

(ii) ART DES MOLEKUELS: DNA 

(iii) HYPOTHETISCH: Ja 

(iv) ANTISENSE: NEIN 
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15 



(xi) 5EQUENZBESCHRE1BUNG: SEQ ID NO: 4: 
MQOTDACNG AYGTNAC I 7 

Paientanspruche 



20 



25 



c) das «n Dimer ist. wobei das P olypepufl d ^ ^ zwei Poiypepudketten des Poly- 

SDS-Polyaciylamidgelctekirophoresc, v^crfmiilation von T-Zcllen und mil einer Aminosaurcsc- 

logon davon. . . „«r-v ^Inem der Ansoruche I bis 3 oder tin Fragment hicrvon kodiert. 

hybridisieren. „j_,j- r nNA-Vekcor enthahend eine DNA-Sequenz nach Anspruch 4 oder 5. 

DNA-Vek«ornach A^jjch 6 dds ^ einem der Anspnich. 1-3. umfassend das Kultivieren der 

8. Verfahren z» ■ H««Uung *^wSSod« PolypeptidsindcrWimielle. 
c^^t^dt ^oSSSeinemdc^prache 1-3 bind*. 

soenfisch crkcnnt, dadurch gc- 

tisrte Listen? Agotusten oder ^^^SSJlSSSlkilvUii des Polypeptids nach eincm der Anspruche 1-3 
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cee'hnik (z. B. PCR) verwendw wrf- 

wobci die Substanzen dncn monoklonalen Aniik5rpcr, naturae syn 



15 Hierzu 17 Seiie(n) Zeichnungtn 
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